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Abstract
Here for the first time, we detail self-contained (wireless and self-powered) biodevices with wireless signal transmission.
Specifically, we demonstrate the operation of self-sustained carbohydrate and oxygen sensitive biodevices, consisting of a
wireless electronic unit, radio transmitter and separate sensing bioelectrodes, supplied with electrical energy from a
combined multi-enzyme fuel cell generating sufficient current at required voltage to power the electronics. A carbohydrate/
oxygen enzymatic fuel cell was assembled by comparing the performance of a range of different bioelectrodes followed by
selection of the most suitable, stable combination. Carbohydrates (viz. lactose for the demonstration) and oxygen were also
chosen as bioanalytes, being important biomarkers, to demonstrate the operation of the self-contained biosensing device,
employing enzyme-modified bioelectrodes to enable the actual sensing. A wireless electronic unit, consisting of a
micropotentiostat, an energy harvesting module (voltage amplifier together with a capacitor), and a radio microchip, were
designed to enable the biofuel cell to be used as a power supply for managing the sensing devices and for wireless data
transmission. The electronic system used required current and voltages greater than 44 mA and 0.57 V, respectively to
operate; which the biofuel cell was capable of providing, when placed in a carbohydrate and oxygen containing buffer. In
addition, a USB based receiver and computer software were employed for proof-of concept tests of the developed
biodevices. Operation of bench-top prototypes was demonstrated in buffers containing different concentrations of the
analytes, showcasing that the variation in response of both carbohydrate and oxygen biosensors could be monitored
wirelessly in real-time as analyte concentrations in buffers were changed, using only an enzymatic fuel cell as a power
supply.
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Introduction
Self-contained, i.e., wireless and self-powered, bioelectronic
devices are of major scientific and practical importance with
potential applications as self-sustaining implantable medical
devices, and in environmental, and biocomputing applications.
Implantable wireless sensor-systems allow for localised real-time
biomedical monitoring of analyte molecules of interest, e.g.
carbohydrates, oxygen, neurotransmitters etc, and can enable
the combination of sensor readings with treatment. Such
capabilities can bring major healthcare benefits by increasing
early detection of emergency conditions and diseases in at-risk
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patients and/or by providing a wide range of healthcare services
for people with various degrees of cognitive and physical
disabilities. Development of implantable self-contained biodevices
is an interdisciplinary research field spanning scientific, comput-
ing, engineering, and medical disciplines, with significant research
focus and a rapid growth in the number of publications in the area
of bioelectronics [1–8].
An implantable biodevice requires a power source, which
ideally should not be an enclosed battery, since this restricts the
possibility for miniaturisation, as well as limits the lifetime,
considering the fact that a battery eventually would need to be
exchanged. An implantable device should rather be self-powered.
Power can potentially be extracted from the human body in a
variety of ways, including mechanical energy in the form of body
movements, hydraulic energy in the form of blood flow, or
chemical energy released from compounds present at the implant
location. Alternatively, power could be supplied wirelessly via
radio frequency (RF) power circuits by an externally located
source.
Several prototypes of different implantable medical devices have
been described utilising a range of methods of extracting and
delivering power. To highlight some examples, Amsel et al.
recently designed a prototype self-powered light therapeutic device
to be implanted inside a blood vessel in order to perform blood
irradiation therapy, drawing power via the hydraulic energy in the
blood flow [9]. Borton et al. designed and implanted a wireless
neural recording device housed in a titanium enclosure [10]. The
device was powered by a Li-ion battery, which could be recharged
via an inductive transcutaneous power link. Furthermore, an
implantable blood flow sensor was described by Cheong et al.,
where the wireless sensor was powered through an inductive link
[11]. In this paper we have chosen to employ a biological fuel cell
(BFC) as power supply, converting chemical energy available in
carbohydrates, readily available in the human body, into electrical
energy.
Several BFCs implanted into different living organisms have
been reported in the literature, with many developments in recent
years [12–21]. One example of an enzyme based BFC was
implanted into a living lobster, and energy harvested from sugar
and oxygen available inside the body was used to power small
electrical devices [18]. By incorporating a charge pump and DC-
DC converter, the voltage of the BFC was sufficient, when placed
in a fluidic system with human serum spiked with glucose, to
power a pacemaker [22].
By employing enzymes as catalysts, enzymatic FCs (EFCs) can
efficiently oxidise a wide variety of fuels and reduce a range of
oxidants, usually abundantly available oxygen. Enzyme based FCs
are very promising when considering biocompatibility, selectivity,
efficiency, and sensitivity, and they have many potential applica-
tions for powering nano- and micro-electronic portable devices,
drug delivery systems, biosensors, and implantable biomedical
devices [3,23–25]. By utilising appropriate enzymes, EFCs can
generate energy from carbohydrates and oxygen that are readily
available at sites of implantation. The theoretical performance
limits of EFCs depend on the particular biofuel/biooxidant
couple, although the parameters of EFCs achieved so far are still
far from the thermodynamic limits. For a glucose/oxygen EFC
operating in vitro, where both biofuel and biooxidant are also
readily available in vivo, with monolayer coverage on a planar
surface the calculated limits are a current density of a few hundred
mA cm22 and a maximum cell voltage of roughly 1.2 V. In
practice, the obtained voltage of reported EFCs is significantly
lower due to the large overpotential needed for oxidation of
biofuels and reduction of the biooxidant, often with a maximum
power output well below an operating cell voltage of 0.5 V. The
current output is also often less than the theoretical limit due to,
e.g., insufficient loading of enzymes at the electrode surfaces, non-
optimal efficiency in the electronic coupling between the enzyme
and the electrode, facilitated either directly (i.e., direct electron
transfer, DET) or using mediators (i.e., mediated electron transfer,
MET), and diffusion restrictions [24,25]. A major challenge is to
match the output of the EFC with the input requirement of
electronic components in the biodevice, as modern semiconductor
based circuits require 0.4–0.5 V as a minimum voltage [26], while
providing sufficient current. To be able to harvest energy from the
body with an EFC and use it to power a completely self-contained,
i.e., self-powered and wireless, biodevice, the voltage needs to be at
a level high enough for electronics to be operated. A challenge in
designing such self-powered biodevices is therefore to construct a
suitable EFC based power supply module.
The concept of utilising BFCs to create self-powered electro-
chemical biosensing devices has been explored in the literature
[21,27–30], and was also recently reviewed [31]. However, to the
best of our knowledge, no reports have previously demonstrated
the operation of a fully self-sustained biodevice with separate
Figure 1. Charge pump design. Overall scheme of the charge pump design divided into different modules connected to electronics for sensing,
sampling, and wireless radio transmission of data.
doi:10.1371/journal.pone.0109104.g001
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sensing bioelectrodes and wireless radio signal transmission, all
powered by a BFC. In this paper, we report on the design and
demonstration of the operation of autonomous sensing biodevices,
which were realised by implementing bioelectrodes for sensing, an
energy harvesting module (voltage amplifier together with
capacitor), and a radio transmitter, with the power demands
supplied by an EFC, generating a sufficient current at the required
voltage to power all electronics. Electric power generation was
achieved by employing enzyme based carbohydrate oxidising and
oxygen reducing electrodes, thereby creating a carbohydrate/
oxygen EFC. The operation of bioelectrodes for power generation
was optimised by investigating a large number of different designs,
selecting the most suitable biodevices in order to create a
combined multi-enzyme FC. Sensing was realised by choosing
suitable enzyme based electrodes employed as biosensors towards
carbohydrates and molecular oxygen, as both oxygen and
carbohydrates (viz., glucose) are of interest in biomedical sensing,
to demonstrate the operation of the self-contained biodevice.
Furthermore, in order to utilise the BFC as a power supply for
sensors, a suitable power supply and electronic unit together with
computer control software was designed and combined with a
standard receiving USB unit to create wireless self-powered
sensing biodevices. The operation of the developed devices was
investigated in buffers containing a range of concentrations of
oxygen and carbohydrates, simultaneously drawing power from
the same solution.
Materials and Methods
Chemicals and equipment
All chemicals used were of analytical grade. For biodevice
testing, an acetate buffer (100 mM, pH 4.5) and Tris-HCl buffer
(100 mM, pH 7.4) containing 50 mM CaCl2 were used as
catholyte and anolyte, respectively. Electrochemical characteriza-
tion was performed using a mAutolab Type III/FRA2 potentio-
stat/galvanostat from Metrohm. The operating voltages of BFCs
were additionally monitored using a 72–7740 multimeter from
Tenma Corporation. Oxygen and air saturated buffers were
obtained by continuously bubbling the solutions with oxygen and
air.
Bioelectrodes
A range of designs of bioanodes and biocathodes were
combined to enable demonstration of a complete working
prototype biodevice, together with suitable carbohydrate and
oxygen biosensors. All of these individual bioelectrodes have been
detailed previously, and are thus only briefly described herein, for
full details the reader is referred to the relevant literature citation
in each case.
Carbohydrate oxidising bioanodes
Three different DET and MET bioanodes based on cellobiose
dehydrogenase (CDH) enzyme electrodes were utilised in the
biodevice test. Firstly, three-dimensional (3D) gold electrodes
modified with gold nanoparticles (AuNPs) were functionalised with
a mixture of thiols, onto which Corynascus thermophilus CDH
(CtCDH) was cross-linked on the surface of the electrode using
glutaraldehyde as cross-linker through the formation of imine
bonds [32,33]. Secondly, 3D microstructured carbon electrodes
were utilised as support for deposition of diazonium salt activated
single-walled carbon nanotubes (SWCNTs) onto which CtCDH
was covalently attached, similarly to the approach reported
previously using Phanerochaete sordida (PsCDH) [34]. Thirdly,
CtCDH was directly adsorbed onto diazonium salt activated three-
dimensional (3D) hierarchical carbon electrodes, in a similar
manner as SWCNTs modified glassy carbon electrodes [34].
Finally, a MET design was utilised by employing a redox hydrogel
based on entrapment of Myrococcum thermophilum CDH
(MtCDH) within a two electron acceptor toluidine blue redox
polymer on graphite electrodes [35,36].
Oxygen reducing biocathodes
As for the bioanodes, both DET and MET approaches were
employed in the design of different biocathodes, based on oxygen
reduction by extensively investigated blue multicopper oxidases
(BMCOs), viz., laccase (Lc) and bilirubin oxidase (BOx) [37].
Firstly, 3D hierarchical carbon electrodes were used as a
Figure 2. Bench-top device test. Photographs of the set-up for the bench-top device test, showing (A) the oxygen sensitive wireless self-powered
biodevice, i.e. an EFC (electrochemical cell containing the anodes, 1, and cathodes, 2) connected to the wireless operational unit (white box, 3) and a
control device (voltmeter, 4) and (B) a computer with the developed control software and receiver (CC2530 radio highlighted with the white arrow, 5),
placed roughly 4 m from the device.
doi:10.1371/journal.pone.0109104.g002
Self-Powered Carbohydrate/Oxygen Sensitive Biodevice
PLOS ONE | www.plosone.org 3 October 2014 | Volume 9 | Issue 10 | e109104
supporting platform for immobilisation of Trametes hirsuta Lc
(ThLc) [38]. By attaching the Lc covalently to aminophenyl
modified electrodes via imino-bond formation a favourable
orientation of the enzyme is achieved. In addition, the high
surface area of the 3D electrode allows a high coverage of enzyme
on the electrode and its CNT network enhances the rate of DET
reactions. Secondly, ThLc was covalently attached to low density
graphite electrodes modified with AuNPs using diazonium salt
electrochemical reduction [39]. AuNPs were covalently linked to
the functionalized electrode, resulting in a large coverage of
AuNPs within the porous structure of the graphite. The porous
surface of the low density graphite electrode allows a high
Figure 3. Wireless carbohydrate sensing. Recorded signal from the carbohydrate sensitive self-contained biodevice in buffers with varying
lactose concentrations.
doi:10.1371/journal.pone.0109104.g003
Figure 4. Wireless oxygen sensing. Recorded signal from the self-contained biodevice for oxygen monitoring in buffers with varying oxygen
concentrations.
doi:10.1371/journal.pone.0109104.g004
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coverage of enzyme on the electrode and the monolayer of AuNPs
may enhance the rate of DET reactions. Thirdly, covalent
immobilisation of ThLc onto 3D hierarchical carbon nanotube
electrodes via modification with anthraquinone derivatives was
utilised to provide an additional type of biocathode [40]. As in the
two above examples, proper orientation of the enzyme results in
efficient DET based bioelectrocatalytic reduction of oxygen.
Finally, two further biocathode designs employing Myrothecium
verrucaria bilirubin oxidase (MvBOx) were utilised. Nanoporous
gold electrodes were modified with enzyme and coated with a
specifically designed electrodeposition polymer layer resulting in a
DET biocathode showing a stable faradaic response to oxygen and
only slight inhibition by fluoride ions [41]. A MET based
biocathode was designed by co-immobilising MvBOx within a
[Os(2,29-bipyridine)2(polyvinylimidazole)Cl]
+ redox hydrogel on
glassy carbon electrodes, modified with multi-walled CNTs, using
a diepoxide crosslinking agent, similarly as previously outlined, but
with glassy carbon instead of graphite electrodes and diepoxide
instead of glutaraldehyde crosslinking [42].
Carbohydrate and oxygen sensitive electrodes
A carbohydrate (glucose, lactose, cellobiose, etc) sensitive
biosensor was constructed using CtCDH adsorbed onto screen
printed electrodes and stabilized using glutaraldehyde as cross-
linker [43,44]. The biosensor has a wide linear range and high
selectivity for carbohydrates, enabling operation in physiological
fluids. This sensor was utilised as the carbohydrate sensitive
bioelement during the biodevice testing.
The oxygen biosensor was fabricated by oriented immobilisa-
tion of a newly developed blood-tolerant Lc onto AuNP modified
gold electrodes, following a previously developed protocol for
MvBOx [45]. This newly evolved Lc was generated by directed
evolution and showed activity for oxygen reduction under neutral
pH conditions, and indeed retained this activity in actual blood
samples [46].
Results and Discussion
Design of electronic components
To address differences of voltage and power production and
requirements between the electronics and EFCs, an energy-
harvesting electronics module was developed. One of the tasks for
the energy-harvesting module is to amplify the low cell voltage that
the EFC delivers to provide a usable voltage level for standard
electronic components. In addition, even state-of-the-art commer-
cially available low power electronics require significant energy for
operation, e.g., 135 mW for radio transmission and 3–30 mW for
sampling [47]. Thus, the energy-harvesting module was also
designed to store energy and to control activation of the
electronics.
The overall hardware design is depicted in Fig. 1, and a more
detailed schematic of the power supply unit is presented in Fig. S1.
A photograph of the designed electronic unit containing a CC
2530 radio prototype with integrated antenna and micropotentio-
stat can also be found in Fig. S2. In this unit, electrical energy
provided by the EFC is first intermediately stored in a small
capacitor (Fig. 1 and C17, Fig. S1) that will subsequently generate
a higher temporal current. The next circuit block consists of an
oscillator circuit (A1) that drives a Dickson chain (D1 and D2),
which steps up the voltage to enable charging of a larger capacitor
(four capacitors, C9–C12). When a high enough voltage (approx.
3.8 V) and charge is accumulated in the large capacitor a control
module (A2) turns on a high-performance switch (A3), which
permits the circuit to provide power (output A4) to the radio and
measurement electronics for 5 ms, thus draining the large
capacitor. When the radio has transmitted the information packet
it turns off the switch (A3) and the charging of the large capacitor
recommences. The sensed data, during operation of the radio and
measurement electronics, is directly transmitted to a remote USB
receiver (Fig. S3), which is turned on at all times. When the
wireless electronic unit was submerged in saline water containing
150 mM of NaCl it displayed a packet error ratio as low as 1%
(basically the same as in air) and a range of 5 m for radio signal
transmission.
To integrate the sensing unit with the data transmission system
a simple potentiostat was incorporated into the electronic device.
One of the BFC electrodes serves as a counter and reference
electrode. A crucial problem with using a micropotentiostat circuit
with the self-powered radio system is the long settling time of the
micropotentiostat, and the electronics is only turned on for 4 ms to
preserve energy. The sensor electrode was therefore constantly
loaded by an adjustable 1 MV external resistor (R33, Fig. S1) and
the measurement amplifiers (O1 and O2, Fig. S1) only turned on
momentarily to conduct the measurement. For this purpose the
sensor (glucose or oxygen sensitive) was connected to input (B1,
Fig. S1) and through the resistor R33 and input B2 to one of the
electrodes of the biofuel cell (biocathode or bioanode, respectively)
used for electric power generation purpose. In general, the only
difference between biosensor electrodes and biofuel cell electrodes
was their size. Specifically, microscale electrodes were used to
construct biosensors in order to achieve bioelectriocatalytic
currents less than 1 mA since the biosensor electronics was
designed for maximum current of that value. The sensor
electrodes thus generate low currents, which are transformed into
voltages, amplified (by two operational amplifiers, O1 and O2,
Fig. S1), and thereafter sent to a 12-bit A/D converter (Fig. S4).
To minimise errors during the measurements, digital and analogue
integration of the sensor signal were used and optimised. Thus, the
errors did not exceed 10% of the mean value from the bioanalyte
signal. Less than 10% error includes possible change of the signal
due to all available variables during measurements attributed to
the operational and long term stabilities of sensors, electronics
fluctuations, etc. In other words, if the electronic signal attributed
to a certain concentration of a bioanalyte (for instance, 1.2 mM of
oxygen, vide infra) is 1000 units at the beginning of the test
period, when re-measured at the end of the test period (e.g. 30 min
later), the signal for the same concentration of the bioanalyte is
found to deviate at most 699 units from the initial 1000 units
signal. The oxygen and carbohydrate sensitive setups were
designed in similar ways, but on separate design platforms. The
sensor electronics only need one sensing electrode and use the
same cathode/anode as the EFC. By continuously loading the
sensor electrode (on R33, Fig. S1), a build up of charge is avoided,
and the current is proportional to the analyte concentration.
The embedded software to control the designed sensor system
was also developed. The main purpose of the software was to
control start-up of each module, sample sensor data, and transmit
the data to a receiving unit. When sufficient electric energy is
harvested, the energy harvesting module powers the radio module
to enable data to be measured and sampled. A paired connection
to a receiving radio base is established allowing the electronic
circuit to send the measured data via the radio. After completion
of a transmitted message the energy harvesting module is signalled
to turn off the power supply and begins to store energy again. To
minimise the power used by the radio this process should be as fast
as possible; a total duration of 4.4 ms was achieved, of which 3 ms
was with the radio transmitter activated (Fig. S5). The transmitted
package is sent unsynchronised to the receiver to preserve energy
Self-Powered Carbohydrate/Oxygen Sensitive Biodevice
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and keep the sensor uptime low. Thus, the developed PC software
for the receiver has to operate continuously and wait for the next
transmitted package from the receiver (Fig. 2B and Fig. S6).
However, this does not present a difficulty as the receiver is
connected to a computer and does not consume more than
40 mA. When a data package is received by the receiving radio
the package is sent to a USB module, which is connected to the
computer (Fig. S3).
The embedded software was optimised to save power and thus
allow the sensor to sample more often. As a result the mode of
operation is very close to the limits of the radio system, i.e., the
radio needs to start-up the main crystal, sample with the ADC,
transmit the message, etc. The achieved sampling time of 1–3
minute intervals is satisfactory for many types of measurements,
e.g., glucose concentration in the human body is not subjectd to
such rapid changes over this time interval [48]. It would be
possible to increase sampling frequency if the EFC could provide a
higher voltage, or if the energy-harvesting module could be
improved in efficiency. In total, a minimum requirement of 0.57 V
and 44 mA from the EFC is necessary to power the design
electronic modules.
Device demonstration
Prior to actual device testing, the electronic system was
calibrated and characterised using a battery power supply instead
of an EFC (Figs. S7 and S8). This test system displayed stable and
reliable wirelessly monitored signals both for the carbohydrate and
oxygen unit, with a low background signal, as described in detail in
SI. Calibration and characterisation of the biosensors were not
performed herein, as it has already been presented in the
published reports detailing the individual biosensors.
The actual device testing of two self-contained biodevices, viz.,
carbohydrate and oxygen sensitive wireless self-powered biode-
vices, utilised a combination of the above detailed bioelectrodes as
a power source to demonstrate proof-of-principle of the self-
sustained biodevices. This was necessary mainly in order to
achieve both sufficient current and voltage to power the
electronics, viz., $ 44 mA and $ 0.57 V. The individual current
output and OCV of the different bioelectrodes is tabulated in
Table S1, and described in detail in the respective references. In
general, biocathodes based on ThLc demonstrated high opera-
tional potential, as well as high current densities, ultimately limited
by diffusion of oxygen toward electrode surfaces, whereas
bioanodes limited the overall power generated by the EFC due
to the comparatively inefficient utilisation of biofuels by the CDH
based bioanodes [7]. In order to maximise the power generated by
the EFC, while restricting the amount of material needed for
device testing, a two compartment set-up was utilised enabling
operation of anode and cathode under different but optimal
electrolyte conditions (Fig. 2A), as described below.
For the anolyte, a neutral pH buffer containing calcium ions,
known to increase the performance of CDH based electrodes [49],
was employed, with lactose present at high concentrations as the
biofuel. Since lactose was required to produce power, the
carbohydrate concentration could not be significantly decreased
during the tests. The lactose concentration in the system was
therefore varied from 10 mM up to 100 mM (vide infra), while
registering the response of the sugar sensing electrode. Glucose
was not utilised as fuel in order to maximise the efficiency of the
bioanodes, due to the relatively inefficient oxidation of monosac-
charides by CDH [50].
For the catholyte, a more acidic pH of 4.5 was used to increase
the performance of the Lc based biocathodes, since the enzyme
has maximum activity under these conditions [37]. Considering
that oxygen was required to produce electrical power the oxygen
concentration was varied from 0.25 mM up to 1.2 mM (air
saturated up to oxygen saturated solution) [51], while registering
the response of the oxygen sensing electrode (vide infra). In this
way, by combining three MET based bioanodes using CtCDH
entrapped within a toluidine-modified redox polymer on graphite
and two DET based CtCDH bioanodes on aryl diazonium
activated SWCNT-modified nanostructured carbon with two
DET biocathodes based on ThLc on CNT/CMF, the multi-
enzyme FC was optimised to provide sufficiently high voltage and
current, while utilising a small amount of materials (Table S1). By
combining these electrodes, an open circuit voltage (OCV) of
0.73 V with a current production of 58 mA at 0.67 V operating
voltage could be achieved. The five combined bioanodes were
required versus only two biocathodes since the biocathodes
produce roughly five times higher current density than the
individual bioanodes. The specific bioelectrodes were chosen
because they provided the highest current output at the required
voltage under the experimental conditions. The use of a BOx
based biocathode was foregone, since the Lc based cathodes
produce current at higher potentials, and are more efficient at
doing so under the chosen test conditions (i.e. pH 4.5). The
obtained output was sufficient to power the electronics module and
demonstrate the proof-of principle of the wireless self-powered
biodevices based on radio signal transmission.
The full set-up for the oxygen sensitive biodevice testing,
including computer with control software and receiver utilising an
EFC as power supply, is shown in Fig. 2. The carbohydrate
sensitive biodevice was set-up in a similar way using the same EFC
to power the device. In principle, a single compartment set-up
operating under physiological conditions could be utilised, but due
to the decreased performance of the biocathodes under these
conditions, a significantly higher amount of material would be
required to fulfil the power requirements of the electronic device.
In order to demonstrate the operation of the carbohydrate
sensitive device, a lactose sensitive enzyme electrode was
introduced into the anolyte and connected together with the
EFC to the electronics module, while the operating voltage in the
system was monitored by an external voltmeter. The recorded
response is shown in Fig. 3. First, the procedure to calibrate the
system was utilised. When a 100 mM lactose solution was used,
the signal of the electronics was adjusted to its highest value,
however, avoiding saturation of the electronics (from saturated to
unsaturated and then calibrated solution in Fig. 3). After
calibration the lactose concentration was decreased to 10 mM,
resulting in a drop in the wirelessly measured signal down to ca.
120 units. When 100 mM lactose solution was re-introduced into
the system, the signal rose to ca. 1050 units. Decreasing the lactose
concentration to 10 mM once more resulted in a wireless signal of
120 units. This test demonstrates that wireless radio signals from
the carbohydrate sensitive biodevice, powered by the EFC, could
be measured successfully for a duration of 1 h, during which 22
packages of information were received wirelessly by the receiver
located 4 m away.
The demonstration of the oxygen sensitive device was
performed in a similar manner to that of the carbohydrate
sensitive device, utilising the same EFC as power supply, but
introducing the oxygen sensitive electrode into the catholyte with
the recorded response displayed in Fig. 4. The system was
calibrated by saturating the solution with oxygen (1.2 mM O2),
adjusting the electronics to avoid saturation (setting the response to
around 1000 units, Fig. 4). After calibration of the response unit
the oxygen level in the catholyte was decreased to 0.25 mM (air
saturated solution), which resulted in a reduction of the wirelessly
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measured radio signal to ca. 580 units. When the catholyte was re-
saturated with oxygen, the signal increased to roughly 940 units.
Wireless signals from the oxygen sensitive biodevice powered by
the EFC were measured successfully for 1.5 h, during which time
29 packages of information were received wirelessly by the
receiver. The EFC hence required an average time of roughly
3 min to power up the radio module to enable data to be
measured and sampled, close to the minimum required sampling
time of 1–3 minute intervals for the electronics. The EFC was thus
able to efficiently supply energy for all electrical components
during the whole duration of the experiment.
The described tests demonstrate that the bench-top prototype
for wireless monitoring of oxygen and carbohydrate operated well
and could be powered by an EFC. For the duration of the tests, the
voltage of the EFC decreased only slightly but not below the
critical level required to power the electronics. Evidently,
miniaturisation of electronics and optimisation of the EFC power
source is needed to move towards more feasible implantable self-
powered wireless biodevices. However, the proof-of-principle tests
show the possibility to employ miniature self-contained biodevices
for continuous monitoring of different bioanalytes in a human
body. A future application for EFCs could also be to not only
utilise EFCs as pure power sources, but also their integration with
sensing systems to provide a trigger mechanism as switchable
EFCs. The concept of inhibition- and activation-based biosensors
has attracted a large interest recently, with e.g. pH switchable [52],
antigen-antibody [53] and DNAzyme systems [54], as well as
using the EFC directly as a glucose-sensing device [55] being
reported in the literature.
For the sake of demonstration of the proof-of-principle use of
actual biological fluids was avoided. However, operation of CDH
based bioanodes and Lc based biocathodes have been investigated
previously under physiological conditions including human fluids,
such as blood, plasma, serum, and saliva [7,32,50,56–58]. It was
shown that in simple air saturated buffer solutions, bioanodes
usually limit the performances of EFCs, whereas under implant
conditions the limiting electrode is not always as clear. Both
biooxidant and biofuel are available at limited amounts in
biological fluids in vivo (cf. 0.25 mM oxygen in air saturated
solution to ,0.05 mM in blood and ,5 mM glucose in blood)
[48] and slow diffusion can severely reduce the biodevice
performance. Although many problems exist in the design of
efficient EFCs for operation in vivo, the topic has attracted
increasing interest, with several reports of actually implanted
devices appearing, as summarised in a recent review [7]. Different
strategies can be employed to increase the performance of the
devices, such as ensuring a good enzyme coverage on the
bioelectrode surface by covalent immobilisation to reduce the
effect of interfering compounds and allowing for optimal
orientation of the enzyme (as employed for the biocathodes
utilised here for the described EFC), and utilising co-immobiliza-
tion strategies to increase the coulombic efficiency attained by the
bioanodes [38–40,59–61].
Conclusions
Self-contained bioelectronic devices hold promise and substan-
tial investment has been devoted to resolving the conflict between
the required input parameters and device performance, i.e.,
voltage and power required versus appropriate scaling, to operate
a potentially implantable biodevice. This issue, amongst others, at
present hampers the practical realisation of such devices. The
largest component in contemporary commercially available
implantable devices is the power source, and either needs to be
replaced, as with batteries, or supplied with energy through
electromagnetic radiation, as with RF powered devices. By
employing an EFC as a power source, as described herein, power
generation can be achieved autonomously with possibilities for
miniaturisation even down to nm scale. By developing electronic
platforms and biosensors, and designing a multi-enzyme FC, we
have been able to demonstrate wireless radio signal monitoring of
lactose and oxygen using only the EFC as energy source, providing
enough power to closely match the designed electronics compo-
nents. Employing an EFC allowed the realisation of self-powered
wireless biosensing devices. Practically, this self-powered biosen-
sing system could be combined with any other biosensors of
interest, monitoring other biomolecules of interest.
The main goal of this paper is to demonstrate the proof-of-
principle of wireless biodevices based on radio signal transmission,
which is supplied with electrical energy by an EFC. The
technology to miniaturise the electronic components is becoming
increasingly available. Several strategies can be employed, and are
under investigation by the research consortium to further improve
the power source technology by, for instance, increasing power
extraction efficiency and power output stability whilst reducing
overall EFC dimensions. This type of autonomous biodevice will
doubtlessly play an important role in the future, not only in
medical devices, but also in applications in high-tech industry,
environmental monitoring, and biocomputing.
Supporting Information
Figure S1 Charge pump. Schematics of the charge pump
power supply.
(TIF)
Figure S2 Radio prototype. Photograph of the radio
prototype with folded 2.45GHz antenna.
(TIF)
Figure S3 USB receiver. Receiver radio with USB connector
for easy connection to PC terminal.
(TIF)
Figure S4 Low current measurement. Schematic of an
electrical circuit for measuring low current. The circuit consists of
two operational amplifiers, O1 and O2, and has a sensitivity
regulating input resistor, R1 (1 MV). The glucose or oxygen
sensitive sensor was connected to input B1 and through the
constant load resistor, R33 (shown in Fig. S1), and input B2 to one
of the electrode of biofuel cells (biocathode or bioanode,
respectively).
(TIF)
Figure S5 Radio module operation. The radio module is
powered on by the energy harvesting module, samples the data,
and transmit the information all within 4.4 ms. The controlled
voltage for the radio is shown in magenta, the voltage just before
the regulator in blue, dropping as the radio draws current, and the
current consumption in green.
(TIF)
Figure S6 PC software. Photograph of the PC software taken
at one of the measurements of the oxygen concentration in a
remote initially air-saturated solution containing the sensor unit,
receiving measured test data. The figure shows in turn the signal
from unsaturated (1) and saturated (2) electronics, as we as sensor
signal from air (3) and oxygen (4) saturated solutions.
(TIF)
Figure S7 Carbohydrate sensing calibration. Response
unit from the preliminary tests of the wireless self-powered device
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for sugar monitoring. The dashed line represents the background
signal from the electronics.
(TIF)
Figure S8 Oxygen sensing calibration. Response unit from
the test of the wireless self-powered device for oxygen monitoring.
The dashed line represents the background signal from the
electronics.
(TIF)
Table S1 Electrode characteristics. Electrode performance,
from order of appearance in the Materials section in the
manuscript.
(TIF)
Text S1 Supporting Information Text.
(DOC)
Acknowledgments
The research was undertaken as part of a ‘‘3D-nanobiodevice’’ consortium
(www.mah.se/3dnanobiodevice) organised and funded under the EU FP7
NMP program.
Author Contributions
Conceived and designed the experiments: MA PB AL LG DL RL EM TR
WS SS. Performed the experiments: MF CG RH FS DM PC RO MP SP
US MS LS CS MT JV EW. Analyzed the data: FS JK JT FS SS.
Contributed reagents/materials/analysis tools: JK FS JT. Contributed to
the writing of the manuscript: MF DL WS TR EM PB FS SS. Fabricated
and characterised direct electron transfer based biocathodes, performed
enzyme fuel cell tests and evaluation of self-contained biodevices: MF.
Conceived and supervised the experiments concerning development of
blood-tolerant Lcs: MA. Conceived and supervised the experiments
concerning covalent attachments of redox enzymes to electrode surfaces:
PB. Conceived and supervised the experiments concerning development of
oxygen sensitive sensors: AL. Conceived and supervised the experiments
concerning development of direct electron transfer based bioanodes: LG.
Prepared and electrochemically characterised oxygen sensitive biosensors:
CG. Designed membrane based enzymatic fuel cells, participated in
enzyme fuel cell tests and evaluation of self-contained biodevices: RH.
Developed protocols for covalent attachments of redox enzymes to
electrode surfaces, analysed the results concerning stability of enzymatic
electrodes: JK. Conceived and supervised synthesis and characterisation of
redox mediators: DL WS. Conceived and supervised the experiments
concerning development of cellobiose dehydrogenases: RL. Conceived and
supervised the experiments concerning development of mediated electron
transfer based biocathodes: EM SS. Isolated, purified, and characterised
blood-tolerant Lcs: DM. Synthesised and characterised redox mediators:
PC SP. Fabricated and characterised direct electron transfer based
bioanodes, performed in enzyme fuel cell tests and evaluation of self-
contained biodevices: RO. Fabricated and characterised oxygen biosen-
sors, participated in enzyme fuel cell tests and evaluation of self-contained
biodevices: MP. Conceived and initiated the project: TR WS SS.
Fabricated and characterised mediated electron transfer based bio-
cathodes, participated in enzyme fuel cell tests and evaluation of self-
contained biodevices: US. Designed and tested electronics: FS. Fabricated
and characterised mediated electron transfer based bioanodes, performed
in enzyme fuel cell tests and evaluation of self-contained biodevices: MS.
Fabricated and characterised direct electron transfer bioanodes: LS.
Isolated, purified, and characterised cellobiose dehydrogenases: CS.
Designed computer software, embedded software and radio protocol: JT.
Isolated, purified, and characterised bilirubin oxidases: MT. Fabricated
and characterised carbohydrate sensitive sensors: JV. Fabricated and
characterised bioelectrodes with covalently attached redox enzymes: EW.
Discussed the results and implications, and commented on the work: MF
MA PB AL LG CG RH JK DL RL EM DM PC RO MP SP TR US WS
FS MS LS CS JT MT JV EW SS. Gave approval to the final version of the
manuscript: MF MA PB AL LG CG RH JK DL RL EM DM PC RO MP
SP TR US WS FS MS LS CS JT MT JV EW SS.
References
1. Willner I, Katz E (2005) Bioelectronics: From theory to applications. Weinheim:
Wiley-VCH. 492 p.
2. Wang J (2008) Electrochemical Glucose Biosensors. Chem Rev 108: 814–825.
3. Kannan AM, Renugopalakrishnan V, Filipek S, Li P, Audette GF, et al. (2009)
Bio-batteries and bio-fuel cells: leveraging on electronic charge transfer proteins.
J. Nanosci Nanotechnol 9: 1665–1678.
4. Leech D, Kavanagh P, Schuhmann W (2012) Enzymatic fuel cells: Recent
progress. Electrochim Acta 84: 223–234.
5. Turner APF (2013) Biosensors: sense and sensibility. Chem Soc Rev 42: 3184–
3196.
6. Sapsford KE, Algar WR, Berti L, Gemmill KB, Casey BJ, et al. (2013)
Functionalizing nanoparticles with biological molecules: Developing chemistries
that facilitate nanotechnology. Chem Rev 113: 1904–2074.
7. Falk M, Narvaez Villarrubia CW, Babanova S, Atanassov P, Shleev S (2013)
Biofuel cells for biomedical applications: Colonizing the animal kingdom.
ChemPhysChem 14: 2045–2058.
8. Tarabella G, Mahvash Mohammadi F, Coppede N, Barbero F, Iannotta S, et al.
(2013) New opportunities for organic electronics and bioelectronics: ions in
action. Chem Sci 4: 1395–1409.
9. Amsel AD, Rudnitsky A, Zalevsky Z (2012) A self-powered medical device for
blood irradiation therapy. J At Mol Opt Phys: 963187–963192.
10. Borton DA, Yin M, Aceros J, Nurmikko A (2013) An implantable wireless neural
interface for recording cortical circuit dynamics in moving primates. J Neural
Eng 10: 16.
11. Cheong Jia H, Ng Simon Sheung Y, Liu X, Xue, Lim Huey J, et al. (2012) An
inductively powered implantable blood flow sensor microsystem for vascular
grafts. IEEE Trans Biomed Eng 59: 2466–2475.
12. Mano N, Mao F, Heller A (2003) Characteristics of a miniature compartment-
less glucose-O2 biofuel cell and its operation in a living plant. J Am Chem Soc
125: 6588–6594.
13. Cinquin P, Gondran C, Giroud F, Mazabrard S, Pellissier A, et al. (2010) A
glucose biofuel cell implanted in rats. PlOS One 5: e10476.
14. Miyake T, Haneda K, Nagai N, Yatagawa Y, Onami H, et al. (2011) Enzymatic
biofuel cells designed for direct power generation from biofluids in living
organisms. Energy Environ Sci 4: 5008–5012.
15. Rasmussen M, Ritzmann RE, Lee I, Pollack AJ, Scherson D (2012) An
implantable biofuel cell for a live insect. J Am Chem Soc 134: 1458–1460.
16. Halamkova L, Halamek J, Bocharova V, Szczupak A, Alfonta L, et al. (2012)
Implanted biofuel cell operating in a living snail. J Am Chem Soc 134: 5040–
5043.
17. Szczupak A, Halamek J, Halamkova L, Bocharova V, Alfonta L, et al. (2012)
Living battery - biofuel cells operating in vivo in clams. Energy Environ Sci 5:
8891–8895.
18. MacVittie K, Halamek J, Halamkova L, Southcott M, Jemison WD, et al. (2013)
From ‘‘cyborg’’ lobsters to a pacemaker powered by implantable biofuel cells.
Energy Environ Sci 6: 81–86.
19. Castorena-Gonzalez JA, Foote C, MacVittie K, Halamek J, Halamkova L, et al.
(2013) Biofuel cell operating in vivo in rat. Electroanalysis 25: 1579–1584.
20. Sales FCPF, Iost RM, Martins MVA, Almeida MC, Crespilho FN (2013) An
intravenous implantable glucose/dioxygen biofuel cell with modified flexible
carbon fiber electrodes. Lab Chip 13: 468–474.
21. Zebda A, Cosnier S, Alcaraz JP, Holzinger M, Le Goff A, et al. (2013) Single
glucose biofuel cells implanted in rats power electronic devices. Sci Rep 3: 1516.
22. Southcott M, MacVittie K, Halamek J, Halamkova L, Jemison WD, et al. (2013)
A pacemaker powered by an implantable biofuel cell operating under conditions
mimicking the human blood circulatory system - battery not included. Phys
Chem Chem Phys 15: 6278–6283.
23. Heller A (2004) Miniature biofuel cells. Phys Chem Chem Phys 6: 209–216.
24. Barton SC, Gallaway J, Atanassov P (2004) Enzymatic biofuel cells for
implantable and microscale devices. Chem Rev 104: 4867–4886.
25. Cracknell JA, Vincent KA, Armstrong FA (2008) Enzymes as working or
inspirational electrocatalysts for fuel cells and electrolysis. Chem Rev 108: 2439–
2461.
26. Sharpeshkar R (2010) Ultra low power bioelectronics: Fundamentals, biomedical
applications, and bio-inspired system. Cambridge: Cambridge University Press.
907 p.
27. Hanashi T, Yamazaki T, Tsugawa W, Ferri S, Nakayama D, et al. (2009)
BioCapacitor-A novel category of biosensor. Biosens Bioelectron 24: 1837–1842.
28. Zhou M, Zhou N, Kuralay F, Windmiller JR, Parkhomovsky S, et al. (2012) A
self-powered ‘‘Sense-Act-Treat’’ system that is based on a biofuel cell and
controlled by boolean logic. Angew Chem Int Ed 51: 2686–2689.
29. Zhang L, Zhou M, Dong S (2012) A self-powered acetaldehyde sensor based on
biofuel cell. Anal Chem 84: 10345–10349.
Self-Powered Carbohydrate/Oxygen Sensitive Biodevice
PLOS ONE | www.plosone.org 8 October 2014 | Volume 9 | Issue 10 | e109104
30. Yoshino S, Miyake T, Yamada T, Hata K, Nishizawa M (2013) Molecularly
ordered bioelectrocatalytic composite inside a film of aligned carbon nanotubes.
Adv Energy Mater 3: 60–64.
31. Zhou M, Wang J (2012) Biofuel cells for self-powered electrochemical biosensing
and logic biosensing: a review. Electroanalysis 24: 197–209.
32. Wang X, Falk M, Ortiz R, Matsumura H, Bobacka J, et al. (2012) Mediatorless
sugar/oxygen enzymatic fuel cells based on gold nanoparticle-modified
electrodes. Biosens Bioelectron 31: 219–225.
33. Matsumura H, Ortiz R, Ludwig R, Igarashi K, Samejima M, et al. (2012) Direct
electrochemistry of Phanerochaete chrysosporium cellobiose dehydrogenase
covalently attached onto gold nanoparticle modified solid gold electrodes.
Langmuir 28: 10925–10933.
34. Tasca F, Harreither W, Ludwig R, Gooding JJ, Gorton L (2011) Cellobiose
dehydrogenase aryl diazonium modified single walled carbon nanotubes:
enhanced direct electron transfer through a positively charged surface. Anal
Chem 83: 3042–3049.
35. Shao M, Poeller S, Sygmund C, Ludwig R, Schuhmann W (2013) A low-
potential glucose biofuel cell anode based on a toluidine blue modified redox
polymer and the flavodehydrogenase domain of cellobiose dehydrogenase.
Electrochem Commun 29: 59–62.
36. Poeller S, Shao M, Sygmund C, Ludwig R, Schuhmann W (2013) Low potential
biofuel cell anodes based on redox polymers with covalently bound
phenothiazine derivatives for wiring flavin adenine dinucleotide-dependent
enzymes. Electrochim Acta 110: 152–158.
37. Shleev S, Tkac J, Christenson A, Ruzgas T, Yaropolov AI, et al. (2005) Direct
electron transfer between copper-containing proteins and electrodes. Biosens
Bioelectron 20: 2517–2554.
38. Gutierrez-Sanchez C, Jia W, Beyl Y, Pita M, Schuhmann W, et al. (2012)
Enhanced direct electron transfer between laccase and hierarchical carbon
microfibers/carbon nanotubes composite electrodes. Comparison of three
enzyme immobilization methods. Electrochim Acta 82: 218–223.
39. Gutierrez-Sanchez C, Pita M, Vaz-Dominguez C, Shleev S, De Lacey AL (2012)
Gold nanoparticles as electronic bridges for laccase-based biocathodes. J Am
Chem Soc 134: 17212–17220.
40. Sosna M, Stoica L, Wright E, Kilburn JD, Schuhmann W, et al. (2012) Mass
transport controlled oxygen reduction at anthraquinone modified 3D-CNT
electrodes with immobilized Trametes hirsuta laccase. Phys Chem Chem Phys
14: 11882–11885.
41. Salaj-Kosla U, Poeller S, Beyl Y, Scanlon MD, Beloshapkin S, et al. (2012)
Direct electron transfer of bilirubin oxidase (Myrothecium verrucaria) at an
unmodified nanoporous gold biocathode. Electrochem Commun 16: 92–95.
42. MacAodha D, O Conghaile P, Egan B, Osadebe I, Kavanagh P, et al. (2013)
Membraneless glucose/oxygen enzymatic fuel cells using redox hydrogel films
containing carbon nanotubes. ChemPhysChem 14: 2302–2307.
43. Zafar MN, Safina G, Ludwig R, Gorton L (2012) Characteristics of third-
generation glucose biosensors based on Corynascus thermophilus cellobiose
dehydrogenase immobilized on commercially available screen-printed electrodes
working under physiological conditions. Anal Biochem 425: 36–42.
44. Tasca F, Zafar MN, Harreither W, Noll G, Ludwig R, et al. (2011) A third
generation glucose biosensor based on cellobiose dehydrogenase from
Corynascus thermophilus and single-walled carbon nanotubes. Analyst 136:
2033–2036.
45. Pita M, Gutierrez-Sanchez C, Toscano MD, Shleev S, De Lacey AL (2013)
Third generation oxygen sensitive biosensor based on bilirubin oxidase modified
nanostructured electrode. Bioelectrochemistry 94: 69–74.
46. Mate DM, Gonzalez-Perez D, Falk M, Kittl R, Pita M, et al. (2013) Blood
tolerant laccase by directed evolution. Chem Biol 20: 223–231.
47. Texas Instrument (2011) CC2530 Datasheet SWRS081B’ Available: http://
www.ti.com/lit/ds/symlink/cc2530.pdf.
48. Guyton AC, Hall JE (2006) Textbook of medical physiology. Philadelphia:
Elsevier Saunders. 1116 p.
49. Schulz C, Ludwig R, Micheelsen PO, Silow M, Toscano MD, et al. (2012)
Enhancement of enzymatic activity and catalytic current of cellobiose
dehydrogenase by calcium ions. Electrochem Commun 17: 71–74.
50. Ludwig R, Harreither W, Tasca F, Gorton L (2010) Cellobiose dehydrogenase:
A versatile catalyst for electrochemical applications. ChemPhysChem 11: 2674–
2697.
51. Truesdale GA, Downing AL (1954) Solubility of oxygen in water. Nature 173:
1236.
52. Amir L, Tam TK, Pita M, Meijler MM, Alfonta L, et al. (2009) Biofuel cell
controlled by enzyme logic systems. J Am Chem Soc 131: 826–832.
53. Tam TK, Strack G, Pita M, Katz E (2009) Biofuel cell logically controlled by
antigen-antibody recognition: Toward immune-regulated bioelectronic devices.
J Am Chem Soc 131: 11670–11671.
54. Zhou M, Kuralay F, Windmiller JR, Wang J (2012) DNAzyme logic-controlled
biofuel cells for self-powered biosensors. Chem Commun 48: 3815–3817.
55. Hanashi T, Yamazaki T, Tsugawa W, Ikebukuro K, Sode K (2011)
BioRadioTransmitter: a self-powered wireless glucose-sensing system. J Diabetes
Sci Technol 5: 1030–1035.
56. Kavanagh P, Boland S, Jenkins P, Leech D (2009) Performance of a glucose/O2
enzymatic biofuel cell containing a mediated Melanocarpus albomyces laccase
cathode in a physiological buffer. Fuel Cells 9: 79–84.
57. Falk M, Andoralov V, Blum Z, Sotres J, Suyatin DB, et al. (2012) Biofuel cell as
a power source for electronic contact lenses. Biosens Bioelectron 37: 38–45.
58. Conghaile PO, MacAodha D, Egan B, Kavanagh P, Leech D (2013) Tethering
osmium complexes within enzyme films on electrodes to provide a fully
enzymatic membrane-less glucose/oxygen fuel cell. J Electrochem Soc 160:
G3165–G3170.
59. Sokic-Lazic D, Rodrigues de Andrade A, Minteer SD (2011) Utilization of
enzyme cascades for complete oxidation of lactate in an enzymatic biofuel cell.
Electrochim Acta 56: 10772–10775.
60. Xu S, Minteer SD (2012) Enzymatic biofuel cell for oxidation of glucose to CO2.
ACS Catalysis 2: 91–94.
61. Shao M, Nadeem Zafar M, Sygmund C, Guschin DA, Ludwig R, et al. (2013)
Mutual enhancement of the current density and the coulombic efficiency for a
bioanode by entrapping bi-enzymes with Os-complex modified electrodeposition
paints. Biosens Bioelectron 40: 308–314.
Self-Powered Carbohydrate/Oxygen Sensitive Biodevice
PLOS ONE | www.plosone.org 9 October 2014 | Volume 9 | Issue 10 | e109104
